in 

DNA tittfa^^tlSo cnraur, tl^^ bTT^^K^fflUr PGR mti.ot\^ 



Key words 



-r?>fzli)Klt, M"^ PGR mm ^ NuSieve 7 a - X 

^fe-r 1 1 ^ ^ :^r^:6?ffl V :> ^, ttr v ^ s o if fi $ dn a 

(Dfz^, PCR-SSCP (polymerase chain reaction- 
single-strand conformation polymorphism) zfe, AP 
(arbitrary primed) -PGR ^tj: t'T PGR M^^OMWt^ 

(Dmm^n^j: ^tzmc \t, pgr mm^mmmtLTtm 

■^fz\mit-^mt£}£r^W.m.\., PGR^!^*J;D^fiJ; 
PGR =£• t- V :> ?> o fS C ^ 

^y^s>-3"^j^-y'j=-v:fcir^fflv^TPGRMtj*ii^-r 
^Mitl4|wi{i:7cm^/>ra:i;3t-fe*fcJ;s PGR imi(Dm 



Wttllf47c«?'fflv^r PGR 

(1) 5'^m^^m.i^fzy'7^^-^m^^xvcR^ 

mil © 5' © * A^^^M -^fi^o 

(2) ^' 1/;^- ^ K * PGR ©SlScfC Ti2<7 
DNA y ^ 9 — If J; D ^ D iiS-^:^ (l^g|5«) o 
i©^^, DNAiT^©rtgl5t^7>^'At;^ii*SASo 

PGR »©iBfiC j; D !> tfeH bp ©il-g-tt 
^iir^-^ -v-^Mv^f-rfad*?, -^iSStbf.: DNA »t>^ 

T:|Si^$tl/c'fb^tl«'ffl>'^"r PGR 
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Labelling of PCR Products 



494 



PCRM!t^©#li 89 



PGR iizm^^^y"^^ -^-^y V(Dd-h}^1i<Dy'^4^ 

[y^32p] ^yp OeoOOCi/mmol) 1.2/^/ 
i^y^^ i~ — -^Wmw, (0.5 M h U X ^gK, 
pH8.3, O.lMMgCU, 0.05M >^^f-:tX v^-^ 

T4 :rK U ^ ^ 4^ :^— If 0.4 /// 

lOxPCRiglifS 135 /^/ 

7jc 20 /^/ 

1 . 25 mM ^ ;t f - F?l^^ 20 

-|Kffli3ti<I To:? DNA >; ^ 9— 2 
B. ^^5?^U7rg^KC<feS PCRSf 



PCR ©KMc^C [«-^^P] dCTP ^m^, DNA • 



tti^' * 2. fc t ^ a S 0 r, PGR ^ff^ -5 K fi 

1 . wmwrniiLimTimmi^ti pgr Hif^o^sE 

A. T^^-r^-GD^Ii'* 

V^T 'J V^'fbSreCT ^^Pgmi-*o [y-''P]ATP « 



S'fljy^^-f v- (10 //M) 1.0 
S'MT^^-f-v- (10 //M) 1.0/^/ 
lOXPCRMlffi^ 1.0;// 
1.25mM.5^ K^i-^?^ 1.6/// 

[a-'^P]dCTP (3,000 Ci/mmol) 

0.2—0.5/// 

* 3.9—4.2/// 
Tfl^ DNA 'J ^^^--If 0.05/// 
^*43^©^/imi^U ^tferSo ^M®DNA=^1 
/^/Jnx., PCR^fT'^a, [/a'-^T] dCTP(7)»tt3lSt^ 
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e. mmm^TLm-cm^-tintz pgr m^(Dmm 

■t (0 2)0 ii-f^ii PGR m^o^tmiU'c^ J; 5 

dCTP, [y-^^P]ATP), ^i7t7°-7 -l" v-, PGR 

i5©^^*5^»V^0:6N IO^feg^^*^'#V^©*^ PCR©M 



1 2 3 4 1 2 3 4 




in 2 ^s8traTco^m>7icS)(- J: % pcR m^(nm^fi: 

5%7t^ U Ti? JUT 5 K^>U ( 18 cm X 18 cm X 0.3 mm) T BPB 1}'' 
<fJU«^-R(7) 1/3 B Lfc t C ^T;7^;»i^.|«T L, DEAE 

T'g^-S„ c-myc mRNACO RT-PCRS?fi!5 (342bp)„ ^CO-fiiiCO/N'V 
> 2, 3, 4:^n**no, 30, bQ^-i 9 j\^POR "^'fiU-otzSilLCn 



PCRMt/©«*?i5Ttg-e-*.S„ MtHlHlfiTum^ 
PCRT-d ^ <^i9a^tL^V^4)0*)fcSc73-r% PCR-C 

m^tr 5 ^ l, dna ^mm±T^^&m 
c. m^smtititz7i-v=s>i<?\^7\-^[<(Dmm 

-fe*^^</c4?), -fe7r r G50 ^ NAP-10 

S V ^ aTfefe^^^MtJn $ tl. T V ^ * u ;t 

i; F*5# < ^^-r^m-^ii OPC * - b i; 

-y (^-?-* v:e.;1/-7-) :^t*^fflv:>-C$ ibC|iSa-rSo 
OPG * - h y -y 

S o 
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DNA 



(a) 




200 



400 
(nm) 



600 



•^fig L /c^TtTT U 3*^ ^ L/^^ F ^ NAP-10 * 7 A U Tffl 
SU. ^7t7¥;Stt-lCT eOOnm 200 nm ^X' 7.^y > ^ tz, 

SUS^fT^^^o m^fe^ca^t-^-tf-^J'CDffl k DNA 

FluorePrime (^r^v-vi/T) *fflv>T 
S. ^^1Sli<:5:nfe PGR 

-*fflv>T PCR-SSCPM;T*tT^i-^:^^1?'J=^l2 4 
r^'o P53 m^^(D^ b o y 7 © DNA #lU=Sr*g«i:i 

(LOH) ^wm^t^ 

ion-C^.^^m^f^i-^o ^f^, No.1,2 k*)!lSgl5t^L0H 




i IN 

.1 2N 
I 2C 




m 4 ■^TtsiSi L pcR mm^nm^mm 

=^P] dCTPT-'tliaL.fc PCRffi%5r»f/TUfc„ (b) y^b^U-t-f 
(1,2) «MSS (C) (N) ^afe-i/=o 
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DNACD^j 

sea m 



rm 



mm=?-m^(Dmm{z[tmm^mmmo dna ^ rna (jym\zm 
zw\^-c\tui\o -A mmmmmi> pgr izmbzm(D'Mmmz'Di\z 



Key words 



iMmm PGR] 



(i utoc PGR m^tam.^ ^ i^xm imm&^^£ dn a m 

mi:i J; -o T, DNA ■dmm'mm'ssmi^^j:-otzfc 
§ fc-'o ^ i-Ttt^ae^ PGR ffiosit^^tf:a^l4J;L^ 

I. PGR tit — mmpmrnt' 

PGR ^Mv^T^fi^DNA &S*TSP:SC, Ifi^ita^ 

fit ^iim:cot)t^^x\^^?>mM'P<D'y-i juxW"?- (I; 
fi h n ■J' © provirus) ©SS[^pJ^-r Sid 

©fc^^-sTv^S DNA 4-m?!j#|fi:LT, rtg|5»t^^ 
DNA irit^lRlHffC: l:2^®f-^-y-f^-rf#|gL (multi- 
plex PGR), [^g|5M*P*fflv^TWlE-f--5o ^#:$-[hIC 



^f^f^T'PGR ^fT^V\ ?^7[|#f?Lfc^M*^«.*l»tt,IS 
^®DNA»T>^-t, l^ai»©DNAif>T-0»©i:l:$- 



: (Dm^itmm dna o n t° 



II. ^S6^PCR©lli^®li*2r- 



< fzitxDmm dna ©^a^M 

>fe f c PGR mmcDWrnxir^^h :^ # < -s t ri 
«t, #Ri«tc^^te.^x5o RiS-ear^^-f 
■7 -^iir* k PGR m<Dmm^(D m^i^u^^v (dm 

© BAS2000 J/X-r A^ffiV:>Tv^^o ^:tLttRI©S(M 



Jun Yasuda, a35:*5^-tr > -WS(gmM«iilST-W3^3|5 (=f 104 ^»SR**K^* 5-1-1) [Oncogene Division, National Cancer 
Center Researchi Institute. Tsukiji, Chuo-ku, Tokyo 104, Japan] 
Quantitalive PCR : DNA Quantification by PCR 
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z.mm-^ CCD * ^ 9 ^mm u tcmmmy^ ^^^-x 

PGR ^J^©-9--f C DNA KffitcDii 

■^t-'l' ^ -'i^T-H.il'&tf^ d t b -^-V A DNA 20 ng 
»S t bT PGR ^n^j:':,tziMl'^, 20—25 "ff-f ^J';!-©* 

< * S : SI 1) . ^ ^ -rJIPSc « if ©^fc p tmm)^.*^ 



10^- 




15 20 25 30 35 

HI -tt-'f ^JUSftt PGR co^if^acniblx 

t h5|5^Bl£ll'j Vv^'EK DNA ^^S/t L/;, »f>tC4 (:*3t#SS) •& 
till® L fc PCR„ ^ffijA^Ht-r ^ )\^%kX-m.%Uti< PGR ffiifeOOKfS^tgtO 
m(S5tSit*^) T-*-i>„ *iuli BAS2000 T•fflOT^.^-5> PSL ^^iiT- 
*-5o ^"'^ 7 IC^-S J: 9 fC, 25 -t^-r ^'JU^islZ t Ti?"^ 7i»fli 



®mmMmm>T-(D PCR f^J;oTflI8#t<:^M DNA © 
'fft©**fl^*^?>±iifii$n?.if ^V-^-:^ F [LS-PCR (low 
stringency PCR)=», AP-PCR (arbitrarily primed 
PCR) "» ^ if ] . (2) Axeg C^ijSc b /c^*f t i < m 
f^mmhtiii DNA (gene-dosage PCR' J: )o ®m 

aDNA©'ftft:©§i5f4*iiifsf -s -7 ^ 

(multiplex PCR ;Srif)o 
iti^©-it., t^tife*#^^AiM#-rfi*v:>©-r, 

III. A^/ufflaiz^Di^sie^JiiicD^ii^c^ai 

(raa5W) t * multiplex PCR T^iiiBL, itmili 
i: ©^*m^ ^: t J; T^Plc5tlS^©iti|S*s^ai 
Ttfc^J^^I- (EI2)o :i©^,^©B6<J«^g^6^^^ 

m^'^'<&#M*ti-fcv^, J.XT©^!J»>^;P*^Xtiifc'V^T, ±i 
ilfg*?^?J§ fL^if^ (C4 : m 20 ^feft;**) fc^-fbb 
Tv^^^v.tT'i®§^2.«fT>^ (C2 : miO^fett;**) 4 



1. PCR 

b h A DNA (20 ng////) 1 
10XPCRMai?S 2fil 

C2^mm'fy^-^- (£*i#50;«M) #2/«/ 

C4#SS^:?^7'T-T- (;S^f#10am) #2/// 
2.5mM#dNTP I jil 

Taq-m^)Ay~'^ 0.2 unit 

[«-^^P] dCTP 2^Ci 

, 8 



It 20 



;J';P{i94°C 5^©SfE©©-^, 94°C 30#, 
SS-CSOSb, 72°C < DiiL-T 19 IHg t 21 IhIS 

^if^T^y >ifL-X, 1 * 10 © IXSTOP 

dye ^x3-)]y, 0.1% SDS, 100 mM EDTA, 

0.05%7'a^7i 7— ;V7Vlx— , 0.05%^ ^^5^ T 
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(B) 

C4/C2 it 
5.0 - 




1.0 - 

19 21 

izmt'^A.mm^DiE'^ftm (n), iwMm (p), e^* (m) i*m 
y A DNA ^»sy t L T C4 8ff;t (»+/f»S) ^ C2 aif ;=^- (F^g|5is 

jp) C^n-en^ttSfi^^C^^-f V--tZ-y h- ^ffll-^T PGR ^iHlB§ 

tz 1 3^ro^rL-rTtT^t-^ito (B) c4Bff;t m^mm) i^czm 

l5tttA<=C4/C2tbT-S-&„ nA-^-IE^ffla. A»-^*il^m. 0*^"K# 
MT-^I). C4 t C2 T- li C4 O (5 9 PGR wa^*^*=t fc 
5^:^4-S&a:fl^^C*i|T(±^£l.^A^ C4/C2 tt^fflJlffla^ lE^ffl 

0.5XTBE ^fflv^2,o M^^i: i6-p«mi*KlS-it.i*, 
y BAS2000 5/ X -r A PGR 

IV . sia^] PGR op^ii#. — nwmo^v\yy^ 

%mm PGR J^ioi.JTttF^g[5MO#^*^'^^^*Tlt 

/i:^^, DNA m^^ctrnw^^^'^'^^'^^^^i'^ 



mzm-'&m.m pgr (Dm-B\m^mm^m^fzm.-^m 

M U T « 3; S S ^»im*^^* ^ o 

Raeymaekers'^-'^'^*5^^^ PGR ©f^gPW 

>(^^® DNA my^(Dmm)i^ ^ i^w^ (M-a-^^) ©^i 

^3?ij^*s^5-r;6^C^oT4)#i^© PGR if -f ^^V-Oi^tc 

xsij'fc DNA m^^n^mm t uTWt-?) i 5 t^mM. 

5^*j|gf|§ttT'/i?."'c ^© J: ^1 ^c^i^fcv^-C-AP- 
PGR, LS-PGR tClPUTttlWl— ©7°7^ v-C^ -y b) 

^m^^xMWL(DmM^%^fzisbmmt£i5T&hm.i:'f^^o 

^n^©##^WPGR filtMlB'^PCRM 
v:>5o -^^yA^tf-efflv^^n-CV^S PGR 

^m.-^~ti~^m^^fz ^t/TT'is^ $ s ^nafe-? -r 
©^^tt/c i: ^tt'^'-^ >mmm{m 21 ^fe^^® b y v 

5g»6^PGR t$cFLT multiplex PGR 
-zig=&-^fefcPGR HiSC^^'^y-i^-^^n^tLt- 

J; V i:ifzt^^£mmMm(Dy9'i'7-mm^^^mm 
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